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Dear Sir: 



1. We, Hirohiko HIROCHIKA, Muneo YAMAZAKI , and Akio MIYAO, 
have postal addresses found next to our signatures 
hereinbelow. 

2. We are the inventors of the above-referenced patent 
application. 



3 . At the 22nd Annual Meeting of the Molecular Biology 
Society of Japan, we presented the results of our findings 
on characterization of a rice stripe mutant induced by 
insertion of retrotransposon Tosl7. The abstract of our 
presentation was published in the Proceedings thereof on 
November 22, 1999. The original abstract is attached as 




exhibit 1* An English translation thereof is attached as 
exhibit 2 . 

4 . Osamu UENO listed as an author of the abstract is not an 
inventor of the above -referenced application. 

5. The abstract reports that the retrotransposon Tosl7 was 
used to produce mutant rice strains. So-called leaf stripe 
mutants produced thereby lacked chlorophyll in a stripe 
pattern, had reduced growth, and abnormalities in glumes. 
Linkage analysis confirmed that this phenotype was caused by 
insertion of Tosl7. 

6. The Tosl7 flanking sequences were used as probes to 
identify the genetic structure of the insertion region. An 
ORF of 1057 amino acids was identified. This ORF is encoded 
by the novel gene of the above -referenced application. 

7. Therefore, as evidenced by exhibits 1 and 2, we were in 
possession of the invention of the above-referenced 
application prior to November 22, 1999. 

We further declare that all statements made herein of our 
own knowledge are true and all statements made on 
information and belief are believed to be true; and further 
that these statements were made with the knowledge that 
willful false statements and the like are punishable by fine 
or imprisonment, or both, under Section 1001 of Title 18 of 
the United States Code and that such willful false 
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statements may jeopardize the validity of the application or 
any patent issuing thereon. 
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Executed on NovemberJis 2002 
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Hirohiko HIROCHIKA 



Address ; c/o NATIONAL INSTITUTE OF AGROBIOLOGICAL SCIENCES 

2-1-2, Kannondai, Tsukuba-shi, Ibarakl 305-8602 Japan 
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Muneo YAMAZAKI 



Addr es s : c/o NATIONAL INSTITUTE OF AGROBIOLOGICAL SCIENCES 

2-1-2, Kannondal, Tsukuba-shl, Ibarakl 305-8602 Japan 
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Akio MIYAO 

Address: c/o NATION AL INST ITUTE OF AGROBIOLOGICAL SCIENCES 

2-1-2, Kannondai, Tsukuba-shl, Ibarakl 305-8602 Japan 
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(Translation) 

Program and Proceeding of 22th Annual Meeting of the 
Molecular Biology Society of Japan (published on November 22, 
1999) 
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Characterization of a rice stripe mutant induced by 
insertion of retrotransposon Tosl7 

Muneo YAMAZAKI , Osamu UENO, Hirohiko HIROCHIKA (NIAR, MAFF) 
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2P-0049 

Characterization of a rice stripe mutant induced by 
insertion of retrotransposon Tosl7 

Muneo YAMAZAKI, Osamu UENO, Hirohiko HIROCHIKA (NIAR, MAFF) 

We are aiming to produce insertion mutant strains which 
encompass all genes of a rice genome by using 
retrotransposon Tosl7 which is specifically activated by 
culture. Such insertion mutant strains are analyzed by a 
genetically engineering method for isolating a gene from a 
phonotype mutant by transposon tagging, and a reverse 
genetics method for analyzing a phonotype by predicting a 
mutated trait from an inserted gene. 

In this meeting, we will report analysis of stripe mutants 
found from redif f erentiated rice strains. It was observed 
that the leaf of such mutants lacked chlorophyll in a 
pattern of stripes, especially when it was at the stage of 
shoot, and the growth of the mutants was inhibited. 
Abnormality was also observed in the number of glumes and 
the morphology of glume. Electron microscope observation 
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revealed that prevention of proplastid from being 
differentiated into chlorophyll was responsible for the 
deletion of chlorophyll. Linkage analysis was conducted 
between the phenotypes of about 200 mutant strains and 
transposed Tosl7. As a result, no separation was found 
between the phenotype and the transposed Tosl7. Therefore, 
it was highly probable that the stripe mutation was caused 
by insertion of Tosl7. The flanking sequences of transposed 
Tosl7 were used as probes to isolate genomic clones and cDNA 
clones for the purpose of structural analysis of the 
insertion region. As a result, it was suggested that such a 
region is a gene region of about 6 kbs and the 4.3-kb 
transcription region thereof has an ORF corresponding to 
1057 amino acid residues and having no homology to existing 
genes. In the mutant, Tosl7 was inserted into the fifth 
exon of this gene and transcription was discontinued in the 
5'LTR. We are now conducting screening for new strains in 
which Tosl7 is transposed in the gene region and analyzing 
phenotypes thereof, together with complementation tests - 
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